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Methods 
 
 
Antimicrobial susceptibility of clinical isolates of P. aeruginosa  

 

Conventional susceptibility testing was performed by broth microdilution using Sensititre 

GN2F panels (Trek Diagnostic Systems, Oakwood Village, Ohio, USA) according to 

manufacturer’s instructions except for chloramphenicol and colistin.  For these two 

antibiotics, susceptibility was performed by disk diffusion according to CLSI guidelines 

[Ref.:  Clinical Laboratory Standards Institute. Performance standards for antimicrobial 

disk susceptibility testing; approved standards. M02-A11. Wayne, PA., 2012].  

Susceptibility panels and plates were incubated aerobically at 37o C for 24 hours.  The 

values reported in Table S1 were obtained by these protocols. 

 
 

Minimum inhibitory concentration (MIC) of 6K-F17 as a function of sodium 

chloride concentration  

 

The effect of salt concentration on the antimicrobial activity of the 6K-F17 peptide was 

tested by determining the MICs of the peptide at various salt concentrations ranging from 

0-200 mM.  Experiments were performed under aerobic conditions in sterile 96-well 

microtiter plates (Costar) in a final volume of 100 µL by following standard microtiter 

dilution protocols in MHB. P. aeruginosa PAO1 strain was maintained as a glycerol 

stock at -80oC. Bacterial cells were grown in MHB at 37oC for overnight and were 



diluted in the same medium to a final concentration of 5 x 105 colony forming units 

(CFU/mL) as determined by optical density at 600 nm. Twofold serial dilutions of 

peptide, with concentration ranging from 64 µg/ml to 1 µg/mL were diluted in water. 

Bacteria (90 µl) and peptide (10 µl) were added to the wells of sterile 96-well 

polypropylene microtiter plates. Positive controls contained no peptide and demonstrated 

visible turbidity. Plates were incubated at 37oC overnight and read at 600 nm in a 

microplate reader (Molecular Devices).  Peptide antibacterial activity was expressed as 

the MIC – the lowest peptide concentration that resulted in 100 % prevention of 

microbial growth. All assays were carried out in triplicate.  The results are displayed in 

Supplemental Fig. S1, left panel. 

 

 

MIC of 6K-F17 as a function of pH  

 

The antimicrobial activity of 6K-F17 was tested at points between pH 6 and pH 8 under 

aerobic conditions in sterile 96-well microtiter plates (Costar) in a final volume of 100 

µL by following standard microtiter dilution protocols in MHB.  The pH of the media 

was adjusted with 6N HCl or NaOH.  P. aeruginosa clinical strain HSC 007E3-2 was 

maintained as a glycerol stock at -80oC. Bacterial cells were grown in MHB at 37oC for 

overnight and were diluted in the same medium to a final concentration of 5 x 105 colony 

forming units (CFU/mL) as determined by optical density at 600 nm. Twofold serial 

dilutions of peptide, with concentrations ranging from 128 µg/ml to 1 µg/mL were 

diluted in water. Bacteria (90 µl) and peptide (10 µl) were added to the wells of sterile 



96-well polypropylene microtiter plates. Positive controls contained no peptide and 

demonstrated visible turbidity. Plates were incubated at 37oC overnight and read at 600 

nm in a microplate reader (Molecular Devices).  Peptide antibacterial activity was 

expressed as MIC.  All assays were carried out in duplicate.  The results are displayed in 

Fig. S1, right panel. 

 



 
             Table S1.  Antimicrobial susceptibility of clinical isolates of P. aeruginosaa 
 
 

      005E3-2      007E3-2   014B2-1    035B7-1 
Amikacin I R S R 
Aztreonam R R R R 
Cefepime R R I S 
Ceftazidime R R I R 
Ciprofloxacin I R R R 
Gentamicin R R R R 
Meropenem R R R S 
Piperacillin R R R R 
Piperacillin-
tazobactam 

R R R R 

Tobramycin R R R R 
Colistin R S I S 
Chloramphenicol R R R R 
Mucoid Status Mucoid Non-mucoid Non-

mucoid 
Mucoid 

 



 

 
 
Figure S1.  Dependence of 6K-F17 MIC as a function of sodium chloride 

concentration or pH.  Left panel: P. aeruginosa PAO1 strain was incubated for 24 hours 

in LB containing various concentrations of sodium chloride (mM), as indicated in the 

diagram, with various concentrations of 6K-F17, after which the OD was recorded. Right 

panel: P. aeruginosa MDR isolate 007E3-2 was incubated for 24 hours in LB in the 

presence of 6K-F17 at values between pH 6 and pH 8.  MICs are reported at the peptide 

concentration where zero bacterial growth was observed.  All experiments in both panels 

were performed in triplicate; MIC values typically fell within one dilution.  See 

Supplemental Methods for experimental details.  

 


